Abstract. Pancreatic cancer is a polygenic disease and the fourth leading cause of cancer-associated mortality worldwide; however, the tumorigenesis of pancreatic cancer remains poorly understood. Research at a molecular level, which includes the exploration of biomarkers for early diagnosis and specific targets for therapy, may effectively aid in the diagnosis of pancreatic cancer in its early stages and in the development of targeted molecular-biological approaches for treatment, thus improving prognosis. By conducting expression profiling in para-carcinoma, carcinoma and relapse of human pancreatic tissues, 319 genes or transcripts with differential expression levels >3-fold between these tissue types were identified. Further analysis with Gene Ontology and the Kyoto Encyclopedia of Genes and Genomes demonstrated that the translation, nucleus assembly processes and molecular functions associated with vitamin B6 and pyridoxal phosphate binding in pancreatic carcinoma were abnormal. Pancreatic cancer was additionally identified to be closely associated with certain autoimmune diseases, including type I diabetes mellitus and systemic lupus erythematosus.
Introduction
Pancreatic cancer is globally the fourth leading cause of cancer-associated mortality for men and women, based on incidence and mortality statistics. There were 337,872 novel pancreatic cancer cases reported and 330,372 cases of pancreatic cancer-associated mortality in 2012, accounting for 2.4% of the annual novel cancer cases in 2012 and ranking as the 12th most prevalent cancer worldwide (Globocan 2012; http:// globocan.iarc.fr/Pages/fact_sheets_population.aspx). The average life expectancy upon diagnosis is between four and eight months, and individuals undergoing surgery to remove the carcinoma have an ~30% five-year survival rate (1) . However, due to late diagnosis, only 10% of diagnosed patients are eligible for potentially curative surgery (1) . Due to the fact that the causes of pancreatic cancer remain to be fully elucidated and no specific symptoms have been identified for early-stage diagnosis, pancreatic cancer remains difficult to diagnose.
Pancreatic cancer is a polygenic disease, as are the majority of cancer types (2, 3) . The accumulation of multiple genetic defects has an effect on tumorigenesis (4) . The arrival and advancement of DNA microarray technology make it possible to monitor the expression levels of a vast number of genes or transcripts in a single microchip. Thus, microarray technology has become a key tool in the investigation of key genes associated with the progression of this malignancy. Gene expression profiling, which is based on DNA microarray technology, has allowed for the identification of hundreds of genes with differential expression in pancreatic carcinoma (5) . Genes with the most up/downregulated expression levels in pancreatic carcinoma are p16, p53, K-ras and Smad4, as previously reported (6) . These genes are suggested to serve as predictive biomarkers for early diagnosis. Bioinformatics analysis allows for the mapping of genes with differential expression levels to metabolic or signalling pathways, which may provide potential targets for the design of novel anti-cancer drugs (7) . The Ras signaling pathway, for example, has attracted attention as an anti-cancer drug target, due to its important function in tumorigenesis (8) . For pancreatic cancer, Wnt (9), Notch (10) and Hedgehog (11) pathways have been additionally identified as being of marked significance.
Given the complexity of the genome, it is suggested that numerous genes associated with pancreatic cancer have remained to be identified. Thus, the present study aimed to investigate and enhance the understanding of the underlying molecular mechanisms of pancreatic cancer by undertaking gene expression profiling on a pancreatic carcinoma sample in Shanghai, China. Human whole genome microarray analysis was used to identify the differentially expressed genes between para-carcinoma, carcinoma and relapse human pancreatic cancer tissues.
Materials and methods
Tissue samples. The para-carcinoma, carcinoma and relapse pancreatic carcinoma tissues were obtained from a patient (46 years old, female, stage II) undergoing cancer resection at Shanghai Tenth People's Hospital (Shanghai, China). Written informed consent was obtained from the patient and ethical approval of the present study was obtained from the ethical committee of Shanghai Tenth People's Hospital (Shanghai, China).
RNA extraction. RNA samples from matched para-carcinoma, carcinoma and relapse pancreatic carcinoma tissues were extracted using TRIzol reagent (Invitrogen Life Technologies, Carlsbad, CA, USA). A total of 1 ml TRIzol was used for every 100 mg tissue. Total RNA was isolated using phenol/chloroform (Sinopharm Chemical Reagent Co., Ltd, Shanghai, China) according to the manufacturer's instructions. Subsequent to the precipitation of RNA, 75% (v/v) ethanol was used to wash out the salts. The RNA was then air-dried and dissolved in RNase-free water. The quality and quantity of total RNA was determined using a NanoDrop 2000 (Thermo Fisher Scientific, Waltham, MA, USA).
Microarray assay. The Agilent Microarray Platform (Agilent Technologies, Inc., Santa Clara, CA, USA) was used to conduct the microarray analysis. Sample preparation and the follow-up hybridization were performed according to the manufacturer's instructions. Total RNA (1 µg) was extracted from each sample as mentioned above, and the Agilent Quick Amp Labeling kit (protocol version 5.7; Agilent Technologies, Inc.) was used to amplify and transcribe the RNA into fluorescent cRNA following the manufacturer's instructions. Sample labeling was performed using the Agilent Quick Amp Labeling kit, while subsequent hybridization was performed in SureHyb Hybridization Chambers (Agilent Technologies, Inc.). The labelled cRNA was then hybridized onto the Whole Human Genome Oligo Microarray (4x44 K; Agilent Technologies, Inc.). Arrays were scanned with the G2505B Scanner (Agilent Technologies, Inc.) subsequent to washing of the slides.
Data analysis. The acquired array images were analyzed with Agilent Feature Extraction software, version 10.7.3.1, while GeneSpring GX software, version 11.5.1 (Agilent Technologies, Inc.) was used for quantile normalization and data processing.
Among the 45,000 genes or transcripts included in the microarray, 7,937 genes or transcripts with valid values detected in all three groups measured (carcinoma, para-carcinoma and relapse tissues) were used for the subsequent analysis. Genes with differential expression levels in different tissues were identified by fold-change filtering. Expression levels of genes were normalized by log2 transformation for the subsequent analysis. Pairwise comparisons were completed between the expression levels of the same gene or transcript in any two tissues. Genes or transcripts exhibiting fold-changes >1.5-and 3-fold in expression levels in a minimum of one pairwise comparison were selected for further analysis, and bioinformatics analysis was conducted on the genes or transcripts with alterations in expression levels of >3-fold.
Analysis results from Gene Ontology (GO) and Kyoto Encyclopedia of Gene and Genomes (KEGG; http://www.genome.jp/kegg/) databases were gathered and enriched by using the online Database for Annotation, Visualization and Integrated Discovery server (DAVID; http://david.abcc.ncifcrf.gov/) with the standard enrichment computation method (12) .
Results
Microarray analysis. The microarray assay was qualified according to quality standards, the experimental systems were observed to be stable and the fluorescent signal intensity was strong and homogenous ( Fig. 1 ). cRNAs were hybridized onto the Whole Human Genome Oligo Microarray and 7,937 probes exhibited clear signals in all three chips simultaneously, representing 17.63% of the 45,000 probes assessed. Subsequent to differential expression level analysis, genes or transcripts corresponding to 3,298/7,937 probes were observed to exhibit alterations in expression levels of >1.5-fold. Among these, 319 genes or transcripts were observed to have a fold change of ≥3-fold.
Gene ontology analysis. A total of 319 genes or transcripts associated with pancreatic cancer were observed to exhibit a ≥3-fold change in expression levels in the present study. Subsequently, the GO database was used to analyze these genes and DAVID was used for the enrichment terms.
A total of 23 functional description nodes were identified to be associated with biological processes, with P<0.01 (Table I ). According to their P-values (low-high), the top five terms were: Translational elongation, translation, nucleosome assembly, chromatin assembly and protein-DNA complex assembly. All of these terms were associated with cell metabolic processes. In addition, terms which are involved in immune response and metal ion metabolic processes were observed.
Furthermore, 26 functional description nodes were identified to be associated with cellular components, with P<0.01 (Table II) . The top five terms were identified to be: Cytosolic ribosome, ribosomal subunit, cytosolic small ribosomal subunit, cytosolic part and small ribosomal subunit.
Finally, 7 functional description nodes were identified to be associated with molecular function, with P<0.01. These nodes were: Structural constituent of ribosome, structural molecule activity, protein binding, pyridoxal phosphate binding, vitamin B6 binding, binding and cadmium ion binding (Table III) .
KEGG pathway analysis. KEGG pathway analysis was conducted on genes with an alteration in expression levels of >3-fold between the carcinoma, para-carcinoma and relapse human pancreatic cancer tissues. Of these, the genes associated with systemic lupus erythematosus (SLE) and type I diabetes mellitus are presented (Table IV) . In systemic lupus erythematosus, 11 key genes were differentially expressed between carcinoma, para-carcinoma and relapse tissue, including: HLA-DPB1, HIST1H4J, HIST1H2BO, H3F3C, H2AFY, H3F3A, HIST2H3D, HIST1H4D, HIST2H4B, HIST1H2BL and HIST1H4K (Fig. 2, Table V) . In type I diabetes mellitus, HLA-A, HLA-B, HLA-C, HLA-DPB1 and GAD1 (Fig. 3 , Table VI) exhibited significantly different expression levels.
Discussion
Pancreatic cancer is a lethal malignancy with few effective therapies currently available (13) . It is the fourth leading cause of cancer-associated mortality, with an overall five-year survival rate of <5% (14) , which has remained unaltered for 50 years. With the availability of DNA microarray and next generation sequencing, it is now possible to study diseases, including various types of cancer, at the 'omic' level (15) . DNA microarray gene expression profiling has previously been successfully applied in large-scale analyses of differentially expressed genes involved in tumorigenesis (16) . Gene expression profiling has previously been used in numerous studies focusing on pancreatic cancer. Chang et al (17) demonstrated that 3,853 genes displayed differential expression by >1.5-fold in pancreatic carcinoma tissue. Of these genes, the expression levels of 2,512 genes were upregulated and 1,341 genes were downregulated. Nakamura et al (18) identified 260 upregulated and 346 downregulated genes involved in pancreatic cancer. In the present study, the gene expression levels between carcinoma, relapse carcinoma and para-carcinoma of human pancreatic cancer tissues were compared. Differentially expressed genes were observed and analyzed using GO term and KEGG pathway enrichment analysis. Percentage of the counted genes among all the genes with a >3-fold change in expression levels. MHC, major histocompatibility complex.
Using GO term analysis, differentially expressed genes were observed in the present study, which were identified to be involved in biological processes and associated with translation, the nucleus and chromatin assembly. This is consistent with the knowledge that the nuclei in carcinoma cells are misshapen and enlarged (19) . In the cellular component domain, the majority of the enriched terms were associated with the ribosomes. In the GO analysis domain of molecular function, terms regarding the structural constitution of ribosomes and protein binding were highlighted. Of note, differentially expressed genes identified to be associated with molecular function included terms of pyridoxal phosphate (PLP) and vitamin B6 binding, and PLP is the active form of vitamin B6 (20) . Johansson et al (21) reported that the serum vitamin B6 levels were inversely associated fcCP, fold change of expression levels of genes in carcinoma tissue compared with that in para-carcinoma tissue; fcRP, fold change of expression levels of genes in relapse tissue compared with that in para-carcinoma tissue; fcCR, fold change of expression levels of genes in carcinoma tissue compared with that in relapse tissue. with the risk of lung cancer and Wu et al (22) demonstrated that serum PLP levels were inversely associated with the risk of breast cancer. Overall, this suggested that the genes associated with vitamin B6 binding are involved in tumorigenesis. Using KEGG analysis, the pathways of SLE and type I diabetes mellitus were identified to be significantly associated with pancreatic cancer. SLE is a systemic autoimmune disease, which can affect any part of the body (23) . At present, it is accepted that SLE is associated with an increased risk of certain types of cancer. Previous studies have demonstrated the association between SLE and non-Hodgkin lymphoma (NHL) (24) (25) (26) (27) (28) (29) as well as Hodgkin lymphoma (30, 31) . The risk of NHL was found to be increased by several fold in a SLE population, compared with that of a healthy population (32) . Increased risks of breast (29) , lung (25, (33) (34) (35) (36) (37) , cervical (26, 29) and endometrial cancer (38) in patients with SLE have been observed by cohort studies. Type I diabetes mellitus results from the autoimmune destruction of the insulin-producing cells in the pancreas (39) . By meta-analysis, Stevens et al (40) identified an increased risk of pancreatic cancer in a population with type I diabetes mellitus. A population-based cohort study in Sweden conducted by Zendehdel et al (41) demonstrated that patients with type I diabetes mellitus additionally exhibited increased incidences of stomach, cervical and endometrial cancer (41) .
In conclusion, the present study suggested that the abnormal expression levels of multiple genes contribute to the incidence of pancreatic cancer. Additional diseases, including type I diabetes and SLE, are closely associated with the tumorigenesis of pancreatic carcinoma. Although the specific functions of these genes with differential expression levels and their mechanisms require further investigation, the results of the present study may aid clinicians in the early diagnosis of pancreatic cancer and in the production of novel targeted therapies.
